Aromatic ring structures are found in several amino acids in proteins and in nitrogenous bases in nucleic acids. Therefore, UV irradiation is used to covalently link RNA and interacting proteins, whereby the RNA-protein complex can be further analysed by SDS-Polyacrylamide gel electrophoresis. This protocol describes a simple and rapid assay system that can assay RNA-protein interactions and their binding kinetics in vitro. Also, mass spectrometric analysis of the fluorescently-labeled RNA-protein complexes obtained by this method can lead to identification of novel RNA-protein interactions.
electrostatic interactions and hydrogen bonds between specific residues in RNA and protein molecules.
Short wave UV radiation can induce covalent bond formation between two closely placed aromatic rings.
Aromatic ring structures are found in several amino acids in proteins and in nitrogenous bases in nucleic acids. Therefore, UV irradiation is used to covalently link RNA and interacting proteins, whereby the RNA-protein complex can be further analysed by SDS-Polyacrylamide gel electrophoresis. This protocol describes a simple and rapid assay system that can assay RNA-protein interactions and their binding kinetics in vitro. Also, mass spectrometric analysis of the fluorescently-labeled RNA-protein complexes obtained by this method can lead to identification of novel RNA-protein interactions. 2. Boil the samples for 5 min at 100 °C and resolve in 10% SOD-PAGE with pre-stained protein markers or radiolabeled protein markers.
Materials and Reagents
3. Dry the gel and expose overnight to a phosphorimager screen.
4. Scan the screen in a phosphorimager.
5. Alternatively expose the dried gel to X-ray film for 24 h and develop the film.
www.bio-protocol.org/e2193 2.8 ml DEPC-H2O (to make volume upto 10 ml)
Add bromophenol blue to a final concentration of 0.02% (w/v)
